Introduction
In recent months a number of workers have used immunofluorescent techniques for the rapid diagnosis of acute respiratory virus infection. If these are to play a reliable part in diagnostic virology it is necessary to show that the results obtained are confirmed by the established procedures. Hers et al. (1968) investigated influenza A and used sputum and necropsy material for direct immunofluorescence, as well as monkey kidney tissues and organ cultures of human origin. They confirmed the reliability of their results by the isolation of virus and the demonstration of a fourfold rise in antibody titre to the virus. Two further groups of workers have used immunofluorescent techniques for the early diagnosis of respiratory syncytial virus (Gray et al., 1968 ;  McQuillin and 
Materials and Methods
The methods and materials were basically the same as those already described . Only modifications and additional procedures are described below.
Respiratory Syncytial Virus Rabbit Antiserum.-Every batch of serum used was tested for non-specific fluorescence againstuninfected human cells and against cells infected with viruses other thanrespiratory syncytial virus. Some sera had to be absorbed two or three times before they were satisfactory. The serum was titrated ani tested at various dilutions in phosphate-buffered saline to find the optimum titre for fluorescence against respiratory syncytial virus.
Fluo escein-conjugated Anti-rabbit Globulin (Fluoroscan Plus).
-Fluoroscan Plus is an anti-rabbit fluorescen: antibody reagent supplied to us by Winthrop Biologicals Limited. Antiserum against rabbit gammaglobulins is prepared in the dog and purified before conjugation with fluorescein isothiocyanate, isomer I (F.I.T.C.). The conjugated gammaglobulin is passed through Sephadex G-25 (coarse grade) to remove all traces of free fluorescein derivatives. Measurement of the optical density at 495 and 280 m/A gives a ratio of 0.6 for the conjugate (Brighton, 1966) . This is equivalent to a presumptive F.I.T.C. Taylor (1962) , using a microtechnique. The sera were usually in very small quantities, and they were examined preferentially for the presence of respiratory syncytial virus antibodies before testing for other respiratory virus antibodies.
Specimens for Fluorescent Antibody Examination.-Cough swabs were inoculated into five tubes of Bristol HeLa and HEp.2 cells, three of which were examined by the fluorescent antibody technique within the first seven days and two were reserved for normal virus isolation: aspirated nasopharyngeal secretions were examined directly by the fluorescent antibody technique. Cough swabs and nasopharyngeal secretions were taken only from children under the age of 2 years, the majority being under the age of 1 year. The children would have been examined routinely for a virus aetiology and therefore had no special selection.
Preparation of Specimens for Examination by Immunofluorescent
Technique.
-(a) Nasopharyngeal Secretions-These were aspirated from the nasopharynx as previously described. It was found that in smears from secretions which were particularly thick and mucoid the stain may fail to penetrate to the cells in thick areas. Our technique was modified to overcome this difficulty. The secretion was emulsified in 0.5 ml. of saline, centrifuged, suspended in phosphate-buffered saline, and again centrifuged as before. The washed deposit was resuspended in a few drops of phosphate-buffered saline and half of the suspension was used to make two spots on a slide from the first wash. The remaining half of the suspension was resuspended in a further volume of phosphate-buffered saline and again centrifuged. The resultant twice-washed deposit was resuspended in a few drops of phosphate-buffered saline and two spots were placed on a slide from the second wash, which gave much thinner films. The slides from both washes were stained simultaneously. If the spot from the first wash was unsatisfactory on examination then the spot from the second wash was examined. In exfoliated cells from nasopharyngeal secretions the same particulate fluorescence is seen, mostly restricted to the cytoplasm. In the majority of cases the infected cells are present in sufficient numbers for a positive secretion to be recognized within minutes of examination under the microscope. There are usually one to three positive cells in every field. However, in a few cases the area of the spot had to be searched for some time before a positive cell was found. Even in such cases the positive cells, though few in number, were so characteristic in appearance that an accurate diagnosis could be made. A false-positive has not been observed. As long ago as 1960 we attempted to define the clinical categories of acute childhood respiratory disease; the absence of virus isolation only from children with acute bronchiolitis in the period before techniques for respiratory syncytial virus isolation were available (Gardner et al., 1960) confirmed the accuracy of the classification. Our previous work and that of others (Chanock et al., 1961 ; Holzel et al., 1963) has confirmed the respiratory, syncytial virus is the major cause of acute bronchiolitis and an important agent in many cases of pneumonia, and it is for this reason that we have concentrated on these two clinical categories. Moreover, nasopharyngeal secretions were more likely to be abundant in these two conditions. Concern has been expressed by Miller and Taylor (1968) and Gardner and McQuillin (1968) Tables II,  III , and IV, and the methods of Buck and Gart (1966) were used to substantiate this relationship. Copositivity is a measure of sensitivity, while conegativity is a measure of specificity. The specificity of this method is extremely high when compared with the results of examination of nasopharyngeal secretions, tissue cultures, and sera by conventional means. The copositivity is highest in nasopharyngeal secretions but lower when applied to tissue culture cells, and this coincides with an increase in time taken for conventional isolation. It suggests that some of the tissue culture tubes are negative by immunofluorescent techniques because the original virus inoculum was too small to be detected in seven days. One nasopharyngeal secretion from a child with bronchiolitis was negative by the fluorescent antibody technique and positive by culture; this was the first nasopharyngeal secretion to be examined, and the material had been stored for seven hours before preparation. Respiratory syncytial virus was isolated after 26 Respiratory syncytial virus is subject to various inhibiting factors in tissue culture which create difficulties in its isolation (Jordan, 1962) . Two cases showed early specific fluorescence in tissue culture, but this declined by the seventh day and no virus was isolated. However, both children had a fourfold rising antibody titre to respiratory syncytial virus, and one child's twin, ill with bronchiolitis at the same time, not only had a fourfold rising titre of antibody to respiratory syncytial virus, but the virus was isolated. This illustrates that specific fluorescence, even at day 2, may on occasion be more sensitive than virus isolation.
Examination of Nasopharyngeal Secretions
The immunofluorescent technique, as shown in Fig. 7 
